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Abstract

These experiments examined the potential roles of somatropin (pST) and IGF-I in the regulation of uncoupling protein (UCP)2
and UCP?3 and their regulatory proteins peroxisome proliferator activated receptor (PPAR) «, y and 8 using in vivo pST treatment
of swine and in vitro supplementation of pST or IGF-I to adipose slices. Six, 90 kg barrows were treated with recombinant pST
(10mg) for 2 week while another six pigs were injected with buffer. Total RNA from outer subcutaneous adipose (OSQ) and
middle subcutaneous adipose (MSQ) tissues, leaf fat, liver and longissimus (LM) was amplified by reverse transcription-PCR
with quantification of transcripts by capillary electrophoresis with laser-induced fluorescence detection. UCP2 mRNA abundance
increased in liver (P <0.001) and all three adipose tissues by pST treatment (P <0.05). Administration of pST increased UCP3
mRNA abundance by 42% in LM (P <0.01). PPARa mRNA abundance increased with pST treatment by 29% in liver (P <0.05),
while decreasing 25% in LM (P <0.05). PPARy mRNA abundance decreased 32% (P <0.01) while PPARS increased 48% in LM
(P<0.01) with pST administration. In vitro, pST reduced UCP2 mRNA abundance in OSQ and MSQ tissue slices (P <0.05). UCP3
mRNA abundance decreased in OSQ (P <0.05) but increased in MSQ (P <0.05) with pST. In contrast, IGF-I increased UCP2 and
UCP3 mRNA abundance in both MSQ and OSQ slices (P <0.05). These experiments suggest pST, IGF-I and metabolic adaptations
to pST contribute to regulating UCP2 and UCP3.
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1. Introduction shown to contribute to non-shivering thermogenesis [2],

but is not expressed in swine due to the absence of brown

The uncoupling proteins (UCPs) have been grouped
into a family of proteins based upon their in vitro capacity
to uncouple mitochondrial respiration [1]. Uncoupling
protein 1 was the first of these proteins identified and
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adipose tissue [3]. Other member of this family, UCP2
and UCP3, share 55% and 57% amino acid identity
with UCP1 and 73% with each other [4,5]. However,
UCP2 and UCP3 demonstrate much weaker uncoupling
activity [6] and through a number of studies have been
shown to have primary functions independent of a sig-
nificant role in uncoupling activity and heat production
[7,9,10]. Uncoupling protein 2 has been associated with
metabolism of free radicals and mild uncoupling activity
[5,7]. Using UCP3 knockout mice, UCP3 has been asso-
ciated with changes in mitochondrial energy production
that suggests some minor uncoupling activity specific to
skeletal muscle [8] while the majority of studies have
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indicated a more specific role for UCP3 with regulation
of fatty acid metabolism and ATP-dependent processes
[9,10]. Damon et al. [11] and Spurlock et al. [12] have
reported that both UCP2 and UCP3 mRNA are detected
in porcine skeletal muscle and adipose tissue.

Hormonal regulation of these genes has been demon-
strated in vitro, with somatotropin (GH) reducing
uncoupling protein UCP2 and UCP3 mRNA abundance
in adipose tissues slices from finishing pigs [13]. How-
ever the potential role of GH in the regulation of the
uncoupling proteins in other major metabolic tissues of
the pig has not been examined. Somatotropin is a potent
inducer of lipid metabolism [14] as well as affecting free
radical metabolism [15]. Since the uncoupling proteins
are believed to have roles in these processes, GH may
alter UCP expression in peripheral tissues in vivo through
an indirect mechanism.

For the in vivo situation, the interaction of hormones
in the endocrine milieu is important for overall metabolic
regulation. Perhaps due to the variety of endocrine
interactions in vivo, the potential role of GH in the regu-
lation of the uncoupling proteins within adipose tissue is
unclear [16—18]. Any and all in vivo studies with GH can
be confounded by the known impact of GH on insulin-
like growth factor I (IGF-I) secretion and the subsequent
actions of IGF-I on peripheral tissues. The present study
was designed to determine if the porcine uncoupling pro-
teins are regulated in vivo by somatotropin, a modifier
of energy metabolism and secondly to determine if IGF-
I has a role in regulation of the uncoupling proteins in
swine. The overall metabolic effects of GH on peripheral
metabolism would suggest that UCP expression would
be increased in peripheral tissues with GH treatment
through its actions on IGF-I secretion and fatty acid
metabolism. Furthermore, peroxisome proliferator acti-
vated receptor (PPAR) o, d and y mRNA abundance were
analyzed because of their suggested role in the regulation
of UCP gene expression [19-21] in an attempt to identify
amechanism for any changes in UCP mRNA abundance.

2. Materials and methods

Twelve crossbred barrows (Yorkshire x Landrace),
weighing 70kg, were individually penned in environ-
mentally controlled housing. Animals were individually
fed a basal diet containing 18% CP, 1.2% lysine, and
3.5 Mcal of DE/kg ad libitum as previously reported [22].

At 90kg, six randomly selected pigs were treated
with daily injections of sterile recombinant pST (10 mg;
Southern Cross Biotech, Toorak, Victoria, Australia) in
sodium bicarbonate buffer (pH 9.4). This dosage was
based upon previous studies in pigs of this size [23,24].

The other six pigs served as controls and were injected
with sterile bicarbonate buffer alone. Injections (1.0 mL)
were performed into the extensor neck muscles between
08:00 and 08:30. Feed was presented at 09:00. With
initiation of pST treatment, the feed was offered at 85%
of calculated ad libitum intake [25], based upon BW
and adjusted every 3d. Animals were maintained on
treatment for 2 week. A blood sample was obtained from
each pig on d 14 of treatment at 15:00, 6 h after feed
presentation. Animals were euthanized on d 15 at 08:00.

Various tissues were acquired following euthanasia
by electrical stunning and exsanguination according to
procedures approved by the Institutional Animal Use
and Care Committee. Dorsal subcutaneous adipose
tissue samples were collected from between the second
and fourth thoracic vertebrae and subsequently outer
subcutaneous adipose (OSQ) and middle subcutaneous
adipose (MSQ) layers were separated at the connective
tissue fascia separating the layers according to Ander-
son et al. [26], diced and frozen in liquid nitrogen. In
addition, samples of liver, leaf (perirenal) fat and longis-
simus (LM) muscle were collected, diced and frozen
in liquid nitrogen. Outer and middle subcutaneous
adipose tissues were separated for analysis because of
their known differences in metabolic activity, while
leaf fat has a different metabolic profile from either
subcutaneous adipose tissue [26]. The LM was selected
as it represents a large, economically important muscle
that responds to pST [27].

2.1. Hormone and metabolite analysis

Blood samples were centrifuged at 600 x g and serum
samples were collected and stored at —70 °C for later
analyses of hormones and metabolites. Concentrations
of T3 and cortisol were determined by homologous RIA
using commercial kits (Diagnostics Products Co., Los
Angeles, CA). Intraassay CV was 4.9% for T3 and 3.4%
for cortisol. Interassay CV was 6.6% for T3 and 5.2% for
cortisol. Serum insulin was measured using a homolo-
gus RIA kit with human standards (Linco Research Inc.,
St. Charles, MO). Dilutions of both the quality control
solution and pig serum pool dilutions were parallel to
the standard curve. Recovery of known amounts of unla-
beled insulin yielded an average recovery of 97.6% of
the added amount. Intraassay CV for insulin was 7.0%,
while the interassay CV was 9.4%. Serum IGF-1 was
acid—ethanol extracted to remove binding proteins and
then assayed using a heterologous immunoradiometric
kit (Diagnostics Systems Laboratory Inc., Webster, TX)
which was previously validated for swine [28]. Intrassay
CV for IGF-I was 6.1% while the interassay CV was
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3.7%. Serum glucose (Thermo DMA, Louisville, CO),
triglycerides (DMA, Arlington, TX) and non-esterified
free fatty acids (WakoChemical Co., Richmond, VA)
were determined with kit-based assays.

2.2. Gene expression analyses by reverse
transcription-PCR

Total RNA was isolated using TRI Reagent accord-
ing to the manufacturer’s protocol (Sigma—Aldrich, St.
Louis, MO). Integrity of RNA was assessed via agarose
gel electrophoresis and RNA concentration was deter-
mined spectrophotometrically using A260 and A280
measurements. Reverse transcription (RT) reactions
(20 L) consisted of 1 g total RNA, 50 U SuperScript
II reverse transcriptase (Invitrogen/Life Technologies,
Carlsbad, CA), 40U of an RNAse inhibitor (Invitro-
gen/Life Technologies), 0.5 mmol/L dNTP, and 100 ng
random hexamer primers. Polymerase chain reac-
tion was performed in 25 pL containing 20 mmol/L
Tris—HCIl, pH 8.4, 50 mmol/LL KCl, 1.0 pnL of the
RT reaction, 1.0U of Platinum Tag DNA polymerase
(Hot Start, Invitrogen/Life Technologies), 0.2 mmol/L
dNTP, 2.0mmol/L. Mg?* (Invitrogen/Life Technolo-
gies), 10pmol each of the UCP2, UCP3, PPARq,
PPARS, PPARYy and acyl CoA oxidase (ACOX) spe-
cific primers and 10 pmol of an appropriate mixture of
primers and competimers specific for 18S rRNA (Quan-
tumRNA Trade Mark Universal 18S Internal Standard;
Ambion, Inc.; Austin, TX). Thermal cycling protocol
for UCP2 and UCP3 was as follows: 1 cycle 94 °C for
2 min, followed by 35 cycles, 94 °C for 30s, 58 °C for
30s, 72 °C for 1 min with a final extension at 72 °C for
8 min. Cycling protocol for PPARa, PPARy and ACOX
was as follows: 1 cycle 94 °C for 2 min, followed by 35
cycles, 94 °C for 30s, 57 °C for 30s, 72°C for 1 min
with a final extension at 72 °C for 8 min. The thermal
cycling protocol for PPARS was derived from Lord et
al. [29]. PCR amplifications were performed in a 25 pL.
total volume which contained a 1 L aliquot of the
reverse transcriptase product, 15 pmol of forward and
reverse primers, 0.2 mmol/L ANTP, 1.0 mmol/L Mgz,
20 mmol/L Tris—HCI, pH 8.4, 50 mmol/L KCl, and 1.0 U
of Platinum Tag DNA polymerase (Hot Start, Invitro-
gen/Life Technologies). The thermal cycling profile was
as follows: 1 cycle 94°C for 2min, followed by 35
cycles, 94 °C for 1 min, 69 °C for 1 min, 72 °C for 1 min,
and a final extension at 72 °C for 5 min.

The following primers were used for generating
210 base-pair PCR products corresponding to a por-
tion of the pig UCP2 coding sequence: 5'-CTGCAGA-
TCCAGGGAGAAAG-3' (forward), 5'-GCTTGACGG-

AGTCGTAGAGG-3' (reverse). The primers for UCP3
were used to generate a 200 base-pair prod-
uct: 5'-ACGATGGATGCCTACAGGAC-3' (forward),
5-TCCGAAGGCAGAGACAAAGT-3’ (reverse). The
PPARa primers were used to generate a 196
base-pair product: 5'-GGGATCAGATGGATCCGTTA-
3’ (forward), 5-AAAGAAGCCCTTGCAACCTT-3
(reverse). The PPARS primers generated a 358 base-
pair product: 5-CCGCATGAAGCTGGAGTACGAG-
3’ (forward), 5'-CTGCCACAACGTCTCGATGTCG-3’
(reverse) following the procedures of Lord et al. [29].
The PPARvy primers produced a 210 base-pair prod-
uct: 5-GCCCTTCACCACTGTTGATT-3" (forward),
5-GAGTTGGAAGGCTCTTCGTG-3’ (reverse), which
encompasses both PPARy1 and PPARy2. The ACOX
primers were used to generate a 214 base-pair product:
5'-CTCGCAGACCCAGATGAAAT-3' (forward), 5'-
AGCCTCGAAGATGAGTTCCA-3’ (reverse). Primers
for PCR reactions were designed to span introns or
intron—exon boundaries to exclude genomic DNA ampli-
fication and the specificity of the PCR reactions was
further confirmed by agarose gel electrophoresis of the
amplicons. The UCP2, UCP3, PPAR«, PPARS, PPARY
and ACOX amplicons were excised from an agarose gel,
re-amplified, and run through a GenElute PCR clean-up
kit (Sigma—Aldrich). The amplicons were subsequently
sequenced to confirm identity using automated fluores-
cent DNA sequencing (ABI 310, Perkin-Elmer Applied
Biosystems, Foster City, CA).

2.3. Capillary electrophoresis with laser-induced
fluorescence detection

Aliquots (2 L) of RT-PCR samples were diluted
1:100 with deionized water before capillary elec-
trophoresis with laser-induced fluorescence detection
(CE/LIF). A detailed description and validation of the
CE/LIF technique used in this study for quantitative
analysis of gene expression was reported previously
[30]. Briefly, a P/ACE MDQ CE instrument (Beck-
man Coulter, Fullerton, CA) equipped with an argon
ion LIF detector was used. Capillaries were 75 um
1.d. x 32 cm wSIL-DNA (Agilent Technologies, Folsom,
CA). EnhanCE dye (Beckman Coulter) was added to
the DNA separation buffer (Sigma—Aldrich) to a final
concentration of 0.5 wg/mL. Samples were loaded by
electrokinetic injection at 3.5kV for 3.5s and run in
reverse polarity at 8.1 kV for 5 min. Integrated peak area
for the PCR products separated by CE was calculated
using P/ACE MDQ software (Beckman Coulter).
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2.4. Quantification of mRNA abundance

The relative level of mRNA abundance was deter-
mined as the ratio of integrated peak area for each
individual gene PCR product relative to that of a coam-
plified 18S internal standard (QuantumRNA Trade Mark
Universal 18S Internal Standard; Ambion, Inc.). Values
are presented as the mean £ S.E.M. of six individual
determinations.

2.5. Invitro expression

For in vitro experiments, subcutaneous adipose tis-
sue was collected from another four crossbred barrows
(Yorkshire x Landrace) at approximately 110kg bwt
that were fed the previously described dietary proto-
col. Dorsal subcutaneous adipose tissue samples from
between the second and fourth thoracic vertebrae were
acquired following euthanasia by electrical stunning and
exsanguination, according to procedures approved by the
Institutional Animal Use and Care Committee. Adipose
tissue was prepared for chronic tissue slice incubation
according to methods previously described [13]. Briefly,
dissected middle adipose tissue and outer subcutaneous
adipose tissue were diced into 1cm x 4 cm strips and
placed in Hanks buffer (37 °C, pH 7.4). Adipose tissue
strips were then dissected clean of any extraneous muscle
tissue and further separated into 1 cm cubes in a lami-
nar flow hood. Adipose tissue explants (approximately
100 mg) were prepared by slicing tissue cubes with a
Stadie-Riggs microtome. Tissue slices (400 pm thick-
ness) were rinsed twice with fresh Hanks buffer (37 °C,
pH 7.4), blotted free of excess liquid and weighed.
Tissue slices were then transferred to 12 well tissue cul-
ture plates containing 1 mL of DMEM/F12 with 25 mM
Hepes, 0.5% BSA, pH 7.4 and the various hormone
supplements of interest. Triplicate tissue slices were
incubated with either basal medium or hormone sup-
plemented media in a tissue culture incubator at 37 °C
with 95% air/5% CO; for 24 h.

The same preparation of recombinant porcine soma-
totropin (pST) was used for the in vitro experiments as for
the in vivo experiment. The pST was prepared fresh daily
for the experimental trials in sodium bicarbonate buffer
(pH 9.4). Serial dilutions of 10, 100 and 1000 ng/mL
were supplemented to medium for 24 h incubations and
compared to a basal medium (control). Additional cul-
tures were incubated with recombinant human IGF-I
which was prepared in 0.01N HCI (Sigma—Aldrich, St.
Louis, MO). Serial dilutions of 10, 50 and 250 ng/mL
were supplemented to medium for 24 h incubations for
comparison to a basal medium (control).

2.6. Real-time PCR analysis of gene expression

The expression of UCP2 and UCP3 were assessed
in tissue slices following 24 h of incubation with vari-
ous concentrations of pST or IGF-I by real-time PCR
analysis. Tissue samples from these incubations were
blotted and transferred to microfuge tubes with subse-
quent freezing in liquid nitrogen and storage at —80 °C
prior to analysis for uncoupling protein gene expres-
sion. Total RNA was isolated by methods mentioned
above.

Reverse transcription (RT) and real-time PCR analy-
sis were performed in a single tube using the QuantiTect
SYBR Green RT-PCR protocol (Qiagen, Inc., Valencia,
CA) according to procedures previously published by
this laboratory [13]. Reactions (25 nL) consisted of 1 pg
total RNA, 12.5 pL. QuantiTect SYBR Green RT-PCR
Master Mix, 0.5 uM primers, 0.25 pL. QuantiTect RT
Mix, 9 pL RNase-free HyO. Thermal cycling and data
acquisition were performed with a DNA Engine Opti-
con Continuous Fluorescence Detection System (MJ
Research, Waltham, MA). Thermal cycling parameters
were as follows: 1 cycle 50 °C for 30 min (reverse tran-
scription), 1 cycle 95°C for 15min (PCR activation),
followed by 30 cycles, 94 °C for 15s, 58 °C for 30s,
72 °C for 30 s, with a final extension at 72 °C for 8 min.
Melting curve analysis was performed on all real-time
PCR reactions to confirm specificity and identity of the
real-time PCR products. A nontemplate control was run
for every assay. Specificity of real-time PCR products
was further confirmed by agarose gel electrophoresis.
The one-step real-time PCR for UCP2, UCP3 and 18S
were optimized for linearity (exponential amplification)
from >20 to <30 cycles under the conditions described
above and as previously reported [13].

The same primers were used for generating UCP2
and UCP3 amplicons as for the in vivo experiment. The
primers for 18S ribosomal RNA were purchased (Quan-
tumRNA Trade Mark Universal 18S Internal Standard,;
Ambion, Inc.; Austin, TX).

2.7. Quantification of gene expression

At the end of the real time-PCR, baseline and thresh-
old crossing values (Ct) for UCP2, UCP3 and 18S were
calculated using the Opticon Monitor Software (Version
1.06; MJ Research, Waltham, MA) and the Ct val-
ues were exported to Microsoft Excel for analysis. The
relative expression of UCP2 and UCP3 mRNA, stan-
dardized against the amount of 18S rRNA, in adipose
tissue explants was calculated using the A ACt method
[31,32]. Values are presented as the mean £+ S.E.M. of
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Table 1
Serum hormone concentrations for barrows injected with buffer (control) or pST (10 mg/d) during a 2 week trial

Control pST Significance (P)
IGF-I (ng/mL) 221 £ 21 824 + 43 0.002
Insulin (wU/mL) 17.1 £ 2.6 92.6 £ 174 0.004
Cortisol (pg/dL) 33+ 1.1 40+ 14 0.699
Triiodothyronine (ng/L) 53.7+72 90.3 £ 7.4 0.005

n=6.

duplicate determinations from tissues from four individ-
ual animals.

2.8. Statistical analysis

Data were analyzed by one-way analysis of variance
using SigmaStat software (SPSS Science, Chicago, IL)
to test for treatment effects. Mean separation was ana-
lyzed using Student—-Newman—Keuls test. Correlations
between serum parameters and gene expression were
evaluated with the Pearson product moment correlation
calculated using the SigmaStat software. Means were
defined as significantly different at P <0.05.

3. Results

A previous report demonstrated that pST treatment
elevated serum ST, produced a modest increase in serum
leptin concentrations and also increased weight gain in
these swine during the 2 weeks of the experiment [22].
Further analysis of serum from those swine demonstrated
that serum IGF-I was elevated by three-fold with pST
treatment (Table 1; P <0.01) while insulin was increased
four-fold (P <0.01). In addition, serum T3 was increased
by 68% (P <0.01). However, serum cortisol was unaf-
fected by pST treatment (P> 0.05).

Serum glucose concentrations were not altered by
pST treatment (Table 2; P>0.05). Serum triglycerides
were increased by 59% (P <0.05) while serum NEFA
were increased by 273% (P <0.01) with pST treatment.

The UCP2 mRNA abundance was elevated by 81%
in liver of pST treated swine relative to animals injected

Table 2
Serum metabolite concentrations for barrows injected with buffer (con-
trol) or pST (10 mg/d) during a 2 week trial

Control pST Significance

P)

Glucose (mg/dL) 122 £ 10 138 £ 10 0.268
Triglycerides (mg/dL) 1.41 £ 0.16 2.24 £ 0.30 0.037
NEFA (nEq/L) 56.2 + 4.6 209 + 36.5 0.002

n=0.

with buffer (Fig. la, P<0.001). Abundance of UCP2
mRNA in all three sites of adipose tissue deposition was
also elevated with pST treatment (P <0.05). The mus-
cle tissue examined in this study did not demonstrate a
change in UCP2 mRNA abundance with pST treatment
(P>0.05 for LM).

Uncoupling protein 3 mRNA abundance was 42%
greater in LM of pST treated swine than control swine
(Fig. 1b; P<0.01). Abundance of UCP3 mRNA was
similarly increased in leaf fat and MSQ, but variabil-
ity between animals eliminated any difference between
treatment groups (P >0.05). Recombinant pST treatment
did not alter UCP3 expression in OSQ (P> 0.05). Liver
did not express detectable UCP3 mRNA.

Significant correlations (P<0.05) were found
between UCP2 mRNA abundance and peripheral hor-
mones with metabolic functions (Fig. la). Serum
somatotropin and leptin concentrations from these ani-
mals have been previously published [22] and were
incorporated into the correlation analysis. Serum leptin
was highly correlated with UCP2 mRNA abundance in
leaf fat, but no other tissue. Somatotropin was correlated
with UCP2 mRNA abundance in liver and OSQ. Some of
the highest correlations were found between IGF-I and
UCP2 mRNA abundance within liver and all of the adi-
pose tissues, the tissues which demonstrated significant
responses in UCP2 to pST treatment. Insulin concentra-
tion was highly correlated with hepatic UCP2 mRNA
abundance. Triiodothyronine was positively correlated
with UCP2 mRNA abundance in leaf fat only. No corre-
lations were detected between the hormones examined
and UCP2 mRNA abundance in LM.

Limited association between serum metabolites and
UCP2 mRNA abundance was identified through corre-
lation analysis (Fig. 1a). Serum glucose was correlated
with UCP2 mRNA abundance in OSQ, but in no other tis-
sue. Serum triglycerides were not associated with UCP2
mRNA abundance. However, serum NEFA were cor-
related with UCP2 mRNA abundance in liver and leaf
fat.

Unlike UCP2, UCP3 mRNA abundance was corre-
lated with the serum hormone and metabolite adaptations
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Fig. 1. Relative UCP2 (a) and UCP3 (b) mRNA abundance in tissues from barrows following 14 d of pST administration (10 mg/d). Data are expressed as the mean ratio = S.E.M. of specific
UCP mRNA:18S rRNA for six pigs in each group. The asterisks indicate that the means differ from that of corresponding control (buffer injected) swine (P <0.05, n=6). Tables below the figures
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Fig. 2. Relative PPARa (a), PPARYy (b) and PPAR3 mRNA (c) abundance in tissues from barrows following 14 d of pST administration (10 mg/d).
Data are expressed as the mean ratio == S.E.M. of specific PPAR mRNA:18S rRNA for six pigs in each group. The asterisks indicate that the means
differ from that of corresponding control (buffer injected) swine (P<0.05, n=6). LM: longissimus; Leaf: leaf fat; MSQ: middle subcutaneous

adipose tissue; OSQ: outer subcutaneous adipose tissue.

to somatotropin treatment only in LM, the only tis-
sue to produce a response in UCP3 expression to pST
treatment (Fig. 1b). Both IGF-I and T3 were highly cor-
related with UCP3 mRNA abundance. Somatotropin was
also positively correlated with UCP3 mRNA abundance.
Uncoupling protein 3 mRNA abundance was correlated
with serum triglycerides and NEFA in LM.

The relative abundance of PPARa was decreased
25% in longissimus (P<0.05) and 30% in leaf fat
(P<0.05, Fig. 2a) by pST treatment. In contrast,
PPARa mRNA abundance was increased by 29% in
liver (P<0.05). Treatment with pST had no effect
on PPARa mRNA abundance in OSQ or MSQ
(P>0.05).
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Fig. 3. Relative acyl CoA oxidase mRNA abundance in tissues from
barrows following 14d of pST administration (10 mg/d). Data are
expressed as the mean ratio + S.E.M. of ACOX mRNA:18S rRNA
for six pigs in each group. The asterisks indicate that the means differ
from that of corresponding control (buffer injected) swine (P <0.05,
n=06). LM: longissimus; Leaf: leaf fat.

Those tissues which demonstrated a correlation
between UCP mRNA abundance and serum free fatty
acids were further analyzed for the abundance of PPARy
and PPARS mRNA (Fig. 2b and c, respectively). The
PPARy mRNA abundance was reduced by 32% in LM
with pST administration (P <0.01). The PPARy mRNA
abundance in liver and leaf fat were unaffected by pST
treatment (P >0.05). The abundance of PPARS mRNA
was elevated in LM from pST treated swine relative to
LM from saline injected controls (P <0.01), while not
affected in liver or leaf fat (P> 0.05).

Those tissues which demonstrated a change in PPAR«a
were further examined for ACOX mRNA abundance.
Liver ACOX mRNA abundance was increased with pST
treatment of swine (P <0.05, Fig. 3). However, neither
LM or leaf fat ACOX mRNA abundance was affected by
pST treatment (P > 0.05).

The incubation of adipose tissue slices with
100 ng pST/mL medium for 24 h resulted in a decrease
in UCP2 in both MSQ and OSQ (P <0.05, Fig. 4a). No
other concentration of pST affected UCP2 mRNA abun-
dance. The reduction in UCP2 mRNA abundance by pST
in the OSQ was much greater than in the MSQ (P < 0.05).
The abundance of UCP3 mRNA was increased in the
MSQ with 1000ng pST/mL medium (P <0.05), with
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Fig. 4. Relative UCP2 and UCP3 mRNA abundance in subcutaneous
adipose tissue explants in response to 24 h incubation with 0—1000 ng
pST/mL medium (a) or with 0-250 ng human IGF-I/mL medium (b),
followed by extraction for total RNA and subsequent real time-PCR
analysis for UCP mRNA and 18S rRNA abundance. Data are expressed
as the mean £ S.E. derived from the calculation of the A ACt for UCP
and 18S of tissues from four pigs in each group. The asterisks indicate
that the means differ from that of control (0 ng pST/mL) tissue incu-
bations (P<0.05, n=4). MSQ: middle subcutaneous adipose; OSQ:
outer subcutaneous adipose.

no effect of the other concentrations of pST. In con-
trast, UCP3 mRNA abundance was reduced by 100 ng
pST/mL medium in the OSQ (P <0.05).

Incubation with IGF-I produced an increase in UCP2
mRNA abundance at only the highest concentration
(250ng/mL) in the MSQ (P<0.05, Fig. 4b), while
both 50 and 250 ng IGF-I/mL medium produced large
increases in UCP2 mRNA abundance in the OSQ relative
to controls (P <0.05). The pattern of UCP3 expression
was similar. The UCP3 mRNA abundance was increased
with 250 ng IGF-I/mL medium in the MSQ (P <0.05),
while both 50 and 250 ng IGF-I/mL medium produced
increases in UCP3 mRNA abundance (P <0.05).

4. Discussion

The present study has confirmed the presence of
UCP2 and UCP3 mRNA in porcine skeletal muscle and
adipose tissues, as previously demonstrated by Damon
et al. [11] and Spurlock et al. [12]. This study has
added new information demonstrating that pig UCPs
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can be hormonally regulated in vivo by somatotropin.
Somatotropin treatment of finishing swine altered
UCP2 mRNA abundance in the various adipose tissues
and liver, but did not affect expression in the skeletal
muscle examined. In contrast, only UCP3 expression in
skeletal muscle was affected by peripheral somatotropin
treatment.

The question may be raised that the 15% dietary
restriction altered the UCP expression in the con-
trols, which might alter detection and interpretation of
a pST effect. However, Spurlock et al. [12] demon-
strated that UCP2 and UCP3 mRNA abundance in
adipose tissue was not significantly altered by fasting
for 96h (P>0.05). Therefore it is unlikely that a 15%
dietary restriction will impact UCP expression in adi-
pose tissue. Secondly, liver or skeletal muscle UCP2 and
UCP3 mRNA abundance does not differ between these
restricted fed animals and ad libitum fed animals from
our other studies (unpublished observations).

The in vivo responses by UCP2 and UCP3 in the
present study could be through the direct action of
somatotropin on peripheral tissues or an indirect action
through alterations in overall metabolic and hormonal
profile. As reported previously and reproduced in the
present study, somatotropin injection in swine produces
an increase in serum IGF-I [33], insulin [34] and T3
[35,36]. While the potential contributions of these var-
ious hormones to uncoupling protein regulation have
been examined in other species [37,38], their relative
role in swine is unknown.

Hioki et al. [18] reported no change in adipose UCP2
mRNA abundance in lean mice injected with soma-
totropin, but this may reflect a species variation. In
contrast, somatotropin reduced UCP2 mRNA abundance
in porcine subcutaneous adipose tissue in vitro [13]. That
has been the only experiment to examine the potential
actions of somatotropin on the expression of porcine
UCP2. The present in vivo experiment does not support
that previous in vitro study [13], suggesting that the in
vivo stimulation of UCP2 with pST treatment may be
indirect through the hormonal adaptations to elevation
in serum somatotropin.

This conflict between the previous in vitro and the
current in vivo data led to the in vitro dose response
experiments with pST and IGF-I in the present study.
The in vitro pST experiment in the present study con-
firmed the results of the previous in vitro study, i.e. pST
reduces UCP2 mRNA abundance. The present study also
indicates that IGF-I may function as an intermediary to
produce the in vivo UCP2 response. While pST in vitro
reduced UCP2 mRNA abundance in MSQ and OSQ
tissue slices (as in the previous in vitro study), IGF-

I increased UCP2 mRNA abundance in adipose tissue
slices in vitro; in agreement with the in vivo observations
in adipose tissue. We cannot exclude the possibility of
cross-reactivity of supplemental IGF-I with the insulin
receptor as contributing to this response, although no
study has previously demonstrated insulin regulation of
adipose UCP2 mRNA abundance. However, the large
increase in serum IGF-1 with pST treatment as well
as the high correlations between serum IGF-I and the
mRNA abundance of UCP2 across all of the adipose tis-
sue depots suggests GH induces IGF-I as a mediator of
UCP2 expression in adipose tissue in vivo.

Presently there are no other studies which have exam-
ined a potential role for IGF-I in the regulation of UCP2
expression for any tissue, although Teruel et al. [39] have
previously reported that IGF-I can induce the expres-
sion of UCP1 in brown adipose tissue in vitro. Further
research will be necessary to determine whether the
reversal in UCP response to 1000ng pST/mL versus
100 ng/mL may actually reflect paracrine production of
IGF-I in vitro by the adipose tissue slices which then
feeds back on the tissue to up regulate UCP mRNA abun-
dance. Somatotropin has been demonstrated to induce
IGF-I expression by porcine adipose cultures [40].

Despite the changes in serum T3 with pST admin-
istration, a general role for T3 in the regulation of
adipose UCP2 could not be identified in the present
study, unlike for other species [41]. In support of this
observation, in vitro dose response experiments could
not detect an effect of 0.1-10.0nM T3 on UCP2 or
UCP3 mRNA abundance in adipose tissue explants
(data not presented), in agreement with previous obser-
vations from porcine adipose tissue explants [13]. Leaf
fat, an internal location of adipose tissue deposition,
was the only adipose tissue examined to correlate to
UCP2 mRNA abundance with serum T3. In addition,
it was the only adipose tissue examined in which UCP2
mRNA abundance correlated with leptin or NEFA.
This exemplifies the variation in regulation of gene
expression among the sites of adipose tissue deposition
previously reported for swine [42].

There have been no studies that have examined the
role of somatotropin in regulation of hepatic uncoupling
proteins in any species. The present data would indicate
pST, and/or the changes in the concentrations of insulin,
IGF-I and NEFA that pST treatment produces, have a
role in UCP2 regulation. For example, pST treatment
increased serum NEFA in the present study, presumably
leading to an increased flux of fatty acids through
the liver, as somatotropin has previously been shown
to increase hepatic fatty acid uptake in rats [43]. An
increase in fatty acid uptake and metabolism has been
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shown to stimulate PPARa expression [44]. Thus, an
increase in hepatic PPARa mRNA abundance in the
present study may contribute to the up regulation of
UCP2 expression, as the gene encoding UCP2 contains
PPAR response elements in the promoter region [19].
The parallel increase in ACOX mRNA abundance in
the liver reflects the regulatory role that PPAR«a has
for this enzyme, since the ACOX gene also contains a
PPAR response element [45]. The ACOX enzyme has
an essential role in the peroxisomal oxidation of fatty
acids in response to metabolic shifts [46], while UCP2
has been suggested to function in the metabolism of
peroxides [47].

The present study did not detect an effect of pST
on LM UCP2 mRNA abundance, in agreement with
Hioki et al. [18] who reported no change in skeletal
muscle UCP2 mRNA abundance in lean mice injected
with somatotropin. However there may be a muscle spe-
cific response as Pedersen et al. [16] reported that UCP2
mRNA abundance was slightly depressed in the vastus
lateralis by somatotropin treatment of somatotropin defi-
cient humans. Further research with muscles of varying
fiber types may be needed to determine whether pST can
alter UCP2 mRNA abundance in skeletal muscle.

However, UCP3 in skeletal muscle was affected by
pST treatment. This elevation in UCP3 was highly cor-
related with serum IGF-I and T3. Mostyn et al. [48]
reported that serum IGF-I correlated with skeletal mus-
cle UCP3 mRNA abundance in neonatal swine. Acute
T3 treatment has been shown to produce an increase in
UCP3 mRNA abundance in selected muscles in neonatal
pigs [11] and in rats [49]. The potential chronic elevation
in T3 produced by pST treatment has been previously
reported [35,36] and confirmed in this study. Thus, the
increases in IGF-I and T3 with pST treatment observed
in the present study may contribute to the increase in LM
UCP3 mRNA abundance.

Serum NEFA and triglycerides were also correlated
with UCP3 mRNA abundance in LM. Unsaturated fatty
acids have been shown to induce UCP3 in C,Cip
myotubes [50] and in human skeletal muscle [20]. Fast-
ing produces an elevation in serum NEFA and has been
associated with an increase in UCP3 mRNA abundance
in skeletal muscle of swine [12]. Sbraccia et al. [20]
demonstrated that fatty acid induction of UCP3 was
through binding to PPAR<y, while Muoio et al. [21]
reported that the effect occurs through binding to PPARS.
The present study demonstrated that both PPARa and
PPAR~vy mRNA abundance are depressed in skeletal mus-
cle by pST treatment of swine while PPARS was elevated
in association with the increase in serum NEFA and
muscle UCP3. Thus, the present data suggest that the

mechanism of growth hormone action on fatty acid
induction of skeletal muscle UCP3 is through PPARS.
However, we cannot exclude a specific role for either
PPAR~Y1 or PPARvy2 as we measured the combination.

Relating the changes in the mRNA abundance for
UCP2 and UCP3 in swine is difficult as no antibodies
exist for quantitative measurement of UCP protein levels.
No UCP3 antibody has been demonstrated to be effec-
tive for swine UCP3 [51] and the only effective UCP2
antibody [51] has with further propagation been char-
acterized as not cross-reacting well with the pig [48].
Therefore, the relationship between changes in UCP
mRNA abundance with pST treatment and potential
changes in UCP protein concentration cannot be ascer-
tained. Previous studies have demonstrated that UCP2
and UCP3 mRNA and protein levels do not necessar-
ily correlate [51,52]. Therefore, caution must be used in
interpreting the relationship between changes in porcine
UCP mRNA abundance and UCP activity.

Irrespective of the relationship between mRNA and
protein levels, this study demonstrates that pST has
selective in vivo effects on the UCP2 and UCP3 mRNA
abundance in porcine tissues. A variety of endocrine and
metabolic adaptations to pST treatment may contribute
to these changes in gene expression which are tissue
specific. If these changes in UCP mRNA are related to
changes in the activity of the uncoupling proteins, the
question remains as to what the implications are.

Identification of the functions of the uncoupling pro-
teins has been an area of great interest in the past
several years [6,53,54]. Various studies have proposed
that UCP2 functions in reducing reactive oxygen species
that are generated by mitochondria with metabolic activ-
ity [55,56], although this has recently been challenged
[57]. Further research has also identified a role for UCP2
in reducing the consequent lipoperoxidation within mito-
chondria [47]. In speculation, the UCP2 response by
liver and adipose tissues in the present study may sug-
gest a potential role for porcine UCP2 in reducing the
concentration of somatotropin-induced reactive oxygen
species, as suggested by the reduced levels of various
enzymes which catalyze reactive oxygen species with
GH treatment of rat hepatocytes [15].

Meanwhile, UCP3 has also been associated with
reducing reactive oxygen species in skeletal muscle [58]
but has also been associated with the intracellular trans-
port of fatty acid anions from the mitochondrial matrix
to the cytosol [59]. The flux of fatty acids induces an
increase in PPAR® with subsequent induction of UCP3
[60,61], as supported by the present study. Thus UCP3
may form a component of a fatty acid—fatty acyl CoA
cycle across the mitochondrial membrane, providing



140 T.G. Ramsay et al. / Domestic Animal Endocrinology 35 (2008) 130-141

mitochondrial CoASH for fatty acid oxidation reactions
[62,63]. The increase in UCP3 mRNA abundance may
reflect an increase in muscle fatty acid metabolism, with
the partitioning of consequent energy toward protein
synthesis with pST treatment.

Acknowledgements

The authors thank M. Stoll for her assistance with
the RNA extractions and reverse transcription-PCR. The
authors also thank the swine herd staff, USDA-Beltsville,
for their work in animal care and processing.

References

[1] Ricquier D, Bouillaud F. Mitochondrial uncoupling proteins:
from mitochondria to the regulation of energy balance. J Physiol
2000;529(Pt 1):3-10.

[2] Nicholls DG, Locke RM. Thermogenic mechanisms in brown fat.
Physiol Rev 1984;64:1-64.

[3] Trayhurn P, Temple NJ, Van Aerde J. Evidence from immunoblot-
ting studies on uncoupling protein that brown adipose tissue
is not present in the domestic pig. Can J Physiol Pharmacol
1989;67:1480-5.

[4] Boss O, Samec S, Paoloni-Giacobino A, Rossier C, Dulloo A,
Seydoux J, etal. Uncoupling protein-3: a new member of the mito-
chondrial carrier family with tissue-specific expression. FEBS
Lett 1997;408:39-42.

[5] Fleury C, Neverova M, Collins S, Raimbault S, Champigny O,
Levi-Meyrueis C, et al. Uncoupling protein-2: a novel gene linked
to obesity and hyperinsulinemia. Nat Genet 1997;15:269-72.

[6] Esteves TC, Brand MD. The reactions catalysed by the mitochon-
drial uncoupling proteins UCP2 and UCP3. Biochim Biophys
Acta 2005;1709:35-44.

[7]1 Jezek P, Garlid KD. Mammalian mitochondrial uncoupling pro-
teins. Int J Biochem Cell Biol 1998;30:1163-8.

[8] Cline GW, Vidal-Puig AJ, Dufour S, Cadman KS, Lowell BB,
Shulman GI. In vivo effects of uncoupling protein-3 gene dis-
ruption on mitochondrial energy metabolism. J Biol Chem
2001;276:20240-4.

[9] Erlanson-Albertsson C. The role of uncoupling proteins in the
regulation of metabolism. Acta Physiol Scand 2003;178:405-12.

[10] Schrauwen P, Hoeks J, Hesselink MK. Putative function and
physiological relevance of the mitochondrial uncoupling protein-
3: involvement in fatty acid metabolism? Prog Lipid Res
2006;45:17-41.

[11] Damon M, Vincent A, Lombardi A, Herpin P. First evidence of
uncoupling protein-2 (UCP-2) and -3 (UCP-3) gene expression in
piglet skeletal muscle and adipose tissue. Gene 2000;246:133—41.

[12] Spurlock ME, Ji SQ, Godat RL, Kuske JL, Willis GM, Frank
GR, et al. Changes in the expression of uncoupling proteins and
lipases in porcine adipose tissue and skeletal muscle during feed
deprivation. J Nutr Biochem 2001;12:81-7.

[13] Ramsay TG, Rosebrough RW. Regulation of uncoupling pro-
teins 2 and 3 in porcine adipose tissue. Domest Anim Endocrinol
2005;28:351-66.

[14] Dunshea FR. Effect of metabolism modifiers on lipid metabolism
in the pig. J Anim Sci 1993;71:1966-77.

[15] Brown-Borg HM, Rakoczy SG, Romanick MA, Kennedy MA.
Effects of growth hormone and insulin-like growth factor-1 on

hepatocyte antioxidative enzymes. Exp Biol Med (Maywood)
2002;227:94-104.

[16] Pedersen SB, Kristensen K, Fisker S, Jorgensen JO, Chris-
tiansen JS, Richelsen B. Regulation of uncoupling protein-2 and
-3 by growth hormone in skeletal muscle and adipose tissue
in growth hormone-deficient adults. J Clin Endocrinol Metab
1999;84:4073-8.

[17] Pedersen SB, Borglum JD, Kristensen K, Norrelund H, Otto J,
Jorgensen L, et al. Regulation of uncoupling protein (UCP) 2
and 3 in adipose and muscle tissue by fasting and growth hor-
mone treatment in obese humans. Int J Obes Relat Metab Disord
2000;24:968-75.

[18] Hioki C, Yoshida T, Kogure A, Takakura Y, Umekawa T, Yosh-
ioka K, et al. Effects of growth hormone (GH) on mRNA levels
of uncoupling proteins 1, 2 and 3 in brown and white adipose
tissues and skeletal muscle in obese mice. Horm Metab Res
2004;36:607-13.

[19] Lentes KU, Tu N, Chen H, Winnikes U, Reinert I, Marmann G, et
al. Genomic organization and mutational analysis of the human
UCP2 gene, a prime candidate gene for human obesity. J Recept
Signal Transduct Res 1999;19:229-44.

[20] Sbraccia P, D’Adamo M, Leonetti F, Buongiorno A, Silecchia G,
Basso MS, et al. Relationship between plasma free fatty acids and
uncoupling protein-3 gene expression in skeletal muscle of obese
subjects: in vitro evidence of a causal link. Clin Endocrinol (Oxf)
2002;57:199-207.

[21] Muoio DM, MacLean PS, Lang DB, Li S, Houmard JA,
Way JM, et al. Fatty acid homeostasis and induction of lipid
regulatory genes in skeletal muscles of peroxisome proliferator-
activated receptor (PPAR) alpha knock-out mice. Evidence
for compensatory regulation by PPAR delta. J Biol Chem
2002;277:26089-97.

[22] Ramsay TG, Richards MP. Leptin and leptin receptor expression
in skeletal muscle and adipose tissue in response to in vivo porcine
somatotropin treatment. J Anim Sci 2005;83:2501-8.

[23] Campbell RG, Steele NC, Caperna TJ, McMurtry JP, Solomon
MB, Mitchell AD. Interrelationships between energy intake and
endogenous porcine growth hormone administration on the per-
formance, body composition and protein and energy metabolism
of growing pigs weighing 25 to 55 kilograms live weight. J Anim
Sci 1988;66:1643-50.

[24] Steele NC, McMurtry JP, Campbell RG, Caperna TJ, Rosebrough
RW. Effect of dietary energy intake and exogenous porcine growth
hormone administration on circulating porcine growth hormone
concentration and response to human growth hormone-releasing
factor administration in growing swine. Domest Anim Endocrinol
1995;12:293-8.

[25] ARC. The nutrient requirements of pigs. Slough, UK: Common-
wealth Agricultural Bureaux; 1981.

[26] Anderson DB, Kauffman RG, Kastenschmidt LL. Lipogenic
enzyme activities and cellularity of porcine adipose tissue
from various anatomical locations. J Lipid Res 1972;13:593—
9.

[27] Ono Y, Solomon MB, Evock-Clover CM, Steele NC, Maruyama
K. Effects of porcine somatotropin administration on porcine
muscles located within different regions of the body. J Anim Sci
1995;73:2282-8.

[28] Balaji R, Wright KIJ, Hill CM, Dritz SS, Knoppel EL, Minton JE.
Acute phase responses of pigs challenged orally with Salmonella
typhimurium. J Anim Sci 2000;78:1885-91.

[29] Lord E, Murphy BD, Desmarais JA, Ledoux S, Beaudry D, Palin
ME. Modulation of peroxisome proliferator-activated receptor



T.G. Ramsay et al. / Domestic Animal Endocrinology 35 (2008) 130-141 141

delta and gamma transcripts in swine endometrial tissue during
early gestation. Reproduction 2006;131:929-42.

[30] Richards MP, Poch SM. Quantitative analysis of gene expression
by reverse transcription polymerase chain reaction and capillary
electrophoresis with laser-induced fluorescence detection. Mol
Biotechnol 2002;21:19-37.

[31] Winer J, Jung CK, Shackel I, Williams PM. Development
and validation of real-time quantitative reverse transcriptase-
polymerase chain reaction for monitoring gene expression in
cardiac myocytes in vitro. Anal Biochem 1999;270:41-9.

[32] Livak KJ, Schmittgen TD. Analysis of relative gene expression
data using real-time quantitative PCR and the 2(-Delta Delta C(T))
Method. Methods 2001;25:402-8.

[33] Chung CS, Etherton TD, Wiggins JP. Stimulation of swine growth
by porcine growth hormone. J Anim Sci 1985;60:118-30.

[34] Etherton TD, Wiggins JP, Chung CS, Evock CM, Rebbun JF,
Walton PE. Stimulation of pig growth performance by porcine
growth hormone and growth hormone-releasing factor. J Anim
Sci 1986;63:1389-99.

[35] Etherton TD, Wiggins JP, Evock CM, Chung CS, Rebbun JF, Wal-
ton PE, et al. Stimulation of pig growth performance by porcine
growth hormone: determination of the dose-response relation-
ship. J Anim Sci 1987;64:433-43.

[36] Novakofski J, Brenner KV, McKeith FK, McLaren DG, Easter
RA, Grebner GL, et al. Performance enhancement by natural
porcine somatotropin (PST): hematology and endocrinology. J
Anim Sci 1987;65(Suppl. 1):246 (Abstr.).

[37] Pedersen SB, Lund S, Buhl ES, Richelsen B. Insulin and con-
traction directly stimulate UCP2 and UCP3 mRNA expression
in rat skeletal muscle in vitro. Biochem Biophys Res Commun
2001;283:19-25.

[38] Collin A, Cassy S, Buyse J, Decuypere E, Damon M. Poten-
tial involvement of mammalian and avian uncoupling proteins
in the thermogenic effect of thyroid hormones. Domest Anim
Endocrinol 2005;29:78-87.

[39] Teruel T, Valverde AM, Navarro P, Benito M, Lorenzo M. Inhi-
bition of PI 3-kinase and RAS blocks IGF-I and insulin-induced
uncoupling protein 1 gene expression in brown adipocytes. J Cell
Physiol 1998;176:99-109.

[40] Gaskins HR, Kim JW, Wright JT, Rund LA, Hausman GJ.
Regulation of insulin-like growth factor-I ribonucleic acid expres-
sion, polypeptide secretion, and binding protein activity by
growth hormone in porcine preadipocyte cultures. Endocrinology
1990;126:622-30.

[41] Lanni A, Moreno M, Lombardi A, Goglia F. Thyroid hormone
and uncoupling proteins. FEBS Lett 2003;543:5-10.

[42] Hishikawa D, Hong YH, Roh SG, Miyahara H, Nishimura Y,
Tomimatsu A, et al. Identification of genes expressed differen-
tially in subcutaneous and visceral fat of cattle, pig, and mouse.
Physiol Genom 2005;21:343-50.

[43] Carlsson L, Nilsson I, Oscarsson J. Hormonal regulation of liver
fatty acid-binding protein in vivo and in vitro: effects of growth
hormone and insulin. Endocrinology 1998;139:2699-709.

[44] Jump DB, Botolin D, Wang Y, Xu J, Christian B, Demeure
O. Fatty acid regulation of hepatic gene transcription. J Nutr
2005;135:2503-6.

[45] Tugwood JD, Issemann I, Anderson RG, Bundell KR, McPheat
WL, Green S. The mouse peroxisome proliferator activated recep-
tor recognizes a response element in the 5 flanking sequence of
the rat acyl CoA oxidase gene. EMBO J 1992;11:433-9.

[46] Reddy JK, Hashimoto T. Peroxisomal beta-oxidation and peroxi-
some proliferator-activated receptor alpha: an adaptive metabolic
system. Annu Rev Nutr 2001;21:193-230.

[47] Jaburek M, Miyamoto S, Di Mascio P, Garlid KD, Jezek
P. Hydroperoxy fatty acid cycling mediated by mitochondrial
uncoupling protein UCP2. J Biol Chem 2004;279:53097-102.

[48] Mostyn A, Litten JC, Perkins KS, Euden PJ, Corson AM,
Symonds ME, et al. Influence of size at birth on the endocrine
profiles and expression of uncoupling proteins in subcutaneous
adipose tissue, lung, and muscle of neonatal pigs. Am J Physiol
Regul Integr Comp Physiol 2005;288:R1536—42.

[49] Gong DW, He Y, Karas M, Reitman M. Uncoupling protein-3 is a
mediator of thermogenesis regulated by thyroid hormone, beta3-
adrenergic agonists, and leptin. ] Biol Chem 1997;272:24129-32.

[50] Hwang CS, Lane MD. Up-regulation of uncoupling protein-3 by
fatty acid in C2C12 myotubes. Biochem Biophys Res Commun
1999;258:464-9.

[51] Mostyn A, Litten JC, Perkins KS, Alves-Guerra MC, Pecqueur C,
Miroux B, et al. Influence of genotype on the differential ontogeny
of uncoupling protein 2 and 3 in subcutaneous adipose tissue and
muscle in neonatal pigs. J Endocrinol 2004;183:121-31.

[52] Pecqueur C, Alves-Guerra MC, Gelly C, Levi-Meyrueis C, Cou-
plan E, Collins S, et al. Uncoupling protein 2, in vivo distribution,
induction upon oxidative stress, and evidence for translational
regulation. J Biol Chem 2001;276:8705-12.

[53] Ricquier D. Respiration uncoupling and metabolism in the control
of energy expenditure. Proc Nutr Soc 2005;64:47-52.

[54] Krauss S, Zhang CY, Lowell BB. The mitochondrial uncoupling-
protein homologues. Nat Rev Mol Cell Biol 2005;6:248-61.

[55] Negre-Salvayre A, Hirtz C, Carrera G, Cazenave R, Troly M,
Salvayre R, et al. A role for uncoupling protein-2 as a regu-
lator of mitochondrial hydrogen peroxide generation. FASEB J
1997;11:809-15.

[56] Jezek P, Zackova M, Ruzicka M, Skobisova E, Jaburek M. Mito-
chondrial uncoupling proteins-facts and fantasies. Physiol Res
2004;53(Suppl. 1):S199-211.

[57] Cannon B, Shabalina IG, Kramarova TV, Petrovic N, Nedergaard
J. Uncoupling proteins: a role in protection against reactive oxy-
gen species—or not? Biochim Biophys Acta 2006;1757:449-58.

[58] MacLellan JD, Gerrits MF, Gowing A, Smith PJ, Wheeler MB,
Harper ME. Physiological increases in uncoupling protein 3 aug-
ment fatty acid oxidation and decrease reactive oxygen species
production without uncoupling respiration in muscle cells. Dia-
betes 2005;54:2343-50.

[59] Himms-Hagen J, Harper ME. Physiological role of UCP3 may be
export of fatty acids from mitochondria when fatty acid oxidation
predominates: an hypothesis. Exp Biol Med 2001;226:78-84.

[60] Son C, Hosoda K, Matsuda J, Fujikura J, Yonemitsu S, Iwakura
H, etal. Up-regulation of uncoupling protein 3 geneexpression by
fatty acids and agonists for PARs in Loémyotubes. Endocrinology
2001;142:4189-94.

[61] Solanes G, Pedraza N, Iglesias R, Giralt M, Villarroya
F. Functional relationship between MyoD and peroxisome
proliferator-activated receptor-dependent regulatory pathways in
the control of the human uncoupling protein-3 gene transcription.
Mol Endocrinol 2003;17:1944-58.

[62] Hunt MC, Nousiainen SE, Huttunen MK, Orii KE, Svensson
LT, Alexson SE. Peroxisome proliferatorinduced long chain
acyl-CoA thioesterases comprise a highly conserved novel
multi-gene family involved in lipid metabolism. J Biol Chem
1999;274:34317-26.

[63] Svensson LT, Engberg ST, Aoyama T, Usuda N, Alexson SE,
Hashimoto T. Molecular cloning and characterization of a mito-
chondrial peroxisome proliferator induced acyl-CoA thioesterase
from rat liver. Biochem J 1998;329:601-8.



	Uncoupling protein expression in skeletal muscle and adipose tissue in response to in vivo porcine somatotropin treatment
	Introduction
	Materials and methods
	Hormone and metabolite analysis
	Gene expression analyses by reverse transcription-PCR
	Capillary electrophoresis with laser-induced fluorescence detection
	Quantification of mRNA abundance
	In vitro expression
	Real-time PCR analysis of gene expression
	Quantification of gene expression
	Statistical analysis

	Results
	Discussion
	Acknowledgements
	References


